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Sample size - Number of animals used in Study 1:

The sample size to validate the model (ie. to induce the glucose intolerance and metabolic endotoxemia) when comparing the C (low fat low
sucrose control diet) group vs. the H (high fat high sucrose diet) group was based on data published by Daniel et al., 2021 (and already
available in the group at the time of the experiments). In order to induce a statistical difference, as observed between Low-Fat and High-Fat
diets from the previous study, the following have been calculated:

• Glucose intolerance expressed as 30% AUC change upon OGTT:

N = 22 of mice per group were needed at a power of 0.95

N = 14 of mice per group were needed at a power of 0.80

• Intestinal inflammation/permeability, expressed as 32% of plasmatic LPS change:

N = 28 of mice per group were needed at a power of 0.95

N =18 of mice per group were needed at a power of 0.80

Based on the above n=18 mice per study group was sufficient to validate the study model with a power of 0.80.

In the absence of preliminary data a 33% margin was used for the sample size to detect the yogurt effect based on the comparison between
the H group and the Y (high fat high sucrose diet and lyophylized yogurt product) group.

So n=18 was used for the C group, and n=24 was sued for the H and Y groups.

- Number of animals used in Study 2:

The power calculation to confirm the lyophilized yogurt effect was based on two study groups (group H and Y) using data from Study 1. The
primary outcomes were 6h fasting plasma glucose after 15 weeks of lyophilized yogurt intervention and/or insulin level at 15 minutes post
glucose bolus during the oral glucose tolerance test after 11 weeks of lyophilized yogurt intervention analyzed as variations vs. baseline.

In first intention, power calculations were performed with the same sample sizes as Study 1 (n=24 for the H and Y groups) except for the C
group (n=10).

The following have been calculated:

- For insulin, the power was 81% for the H vs C comparison and 98% for the Y vs H comparison.

- For glucose, the power was above 99% for the H vs C comparison, but only 29% for the Y vs H comparison. To reach 80% power for this last
comparison, the number of mice per group would need to be 91. This was, however, not feasible technically.

We thus kept n=24 for the H and Y groups, but increased the C group to n=14, in order to ensure the results for insulin model validation.

- Number of animals used in Study 3:

The primary outcome is the mean difference of glucose infusion rate (GIR) after 12 weeks of diet challenge. The H diet (50% fat, 30% sucrose)
represents a newly developed diet for which no prior data on GIR is available. Therefore, literature on challenges with high fat diets of a
similar content and duration was used as a basis for power calculation:

55% fat, 7% sucrose diet challenge for 24 weeks

Laplante et al., 2013 reported the hyperinsulinemic-isoglycemic clamp data for C57B1/6J male mice fed ad libitum standard chow diet (SD;
Harlan Teklad T-2018) and high-fat diet (HFD, 55% kcal from fat; Harlan Teklad TD-93075) starting at 6 week of age for 24 weeks.

55% fat, 7% sucrose diet challenge for 8 weeks

Xu et al., 2012 reported the hyperinsulinemic-euglycemic clamp data for wild-type C57Bl/6 male mice (Ptpn6f/f : genetic control allele) fed ad
libitum standard chow diet (SD) and high-fat diet (HFD, 55% kcal from fat; Harlan Teklad TD-93075) starting at 2 months of age for 8 weeks.

We assessed the power for both effects available on the literature.
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Data exclusions

The power calculations were estimated for a number of 30 mice per group to detect a difference in mean (H vs. C) using a Student t-test two-
sided at a level alpha of 0.05 assuming a GIR of:

- Estimation 1 (Laplante et al., 2013): 16 (sd: 3.8) in H group and 58 (sd: 3.8) in C group ; power equals to > 0.99.

- Estimation 2 (Xu et al., 2012): 10 (sd: 1.0) in H group and 25 (sd: 2.0) in C group ; power equals to > 0.99. Note: an assumption of equal
variances between groups was set with sd = 1.5.

The effect of Y associated to the H diet on GIR mean is assumed to be reduced by 20% compared to the H diet, using 30 mice per group the
power to detect a difference in mean (H vs. Y) using a Student t-test two-sided at a level alpha of 0.05 assuming a GIR of:

- Estimation 1 (Laplante et al., 2013): 16 (sd: 3.8) in H group and 19.2 (sd: 3.8) in Y group; power equals to 0.89.

- Estimation 2 (Xu et al., 2012): 10 (sd: 1.0) in H group and 12 (sd: 2.0) in Y group; power equals to >0.99. Note: an assumption of equal
variances between groups was set with sd = 1.5.

If the effect size is in between the ones observed in Laplante et al., 2013 and Xu et al., 2012, with n=30 mice per group we will able to detect a
20% change in GIR mean with a power of at least 89%.

If the effect size is in between the ones observed in Laplante et al., 2013 ("=µ/sd=0.84) and Xu et al., 2012 ("=µ/sd=1.33), with n=30 mice per
group we will able to detect a change in GIR mean with a power of 80 % between 11.1% to 17,5 %.

There is an anticipated dropout rate of 15% during and following the surgery or during clamp procedure (catheter clothing). Therefore, n=36
of mice per group were placed on different diets in order to reach n=30 for clamp procedure.

- Number of animals used in Germ-free Fecal Material Transplantation Study:

The number of animals for this experiment was determined based on previous projects conducted in our laboratory and power calculation
performed for Studies 1, 2 and 3.

- Number of experiments for cell culture assessments:

The number of independent cell experiments was determined based on previous projects conducted in our laboratory.

Study 1:

After discrepancy verification, we decided to exclude the following mouse values from data analysis:

- Body weight (BW) for mouse H9 at week 12 due a large incoherency in between BW at sacrifice, qNMR test and BW value, possibly due to a
clerical error.

- Fasting glucose for mouse C7 at week 12 because the mouse was injured in the neck.

- Glucose value during ITT for mouse Y4 due of aberrant ITT curve.

- Fasting glucose during OGTT for mouse Y5 since this value was abnormally low (below the LFLSD fasting glucose) and could be due to an
extended fasting /error to provide the food.

- Glucose value during OGTT of H14 mice due a likely error in glucose gavage (lack of glucose bolus).

- Data of mouse H15 were excluded for kinetics of C-peptide during OGTT (missing baseline value).

- For energy intake data, a lot of data points were considered as not reliable because the mice played with the food and were excluded. In
addition, data of 3 mice were excluded (H15, H22 and C14), and daily values below 5kcal or above 30kcal were also excluded. Data were
analyzed between W4 and W12.

- For plasma free fatty acids, data from mouse Y12 were excluded from the analysis (missing baseline value).

Study 2:

- Two mice in Y group (Y7 and Y16) had to be euthanized at W13 due to their poor state following the OGTT. Data for these 2 mice were
treated normally until W13.

- For energy intake data, a lot of data points were considered as not reliable because the mice played with the food and were excluded. In
addition, data of 3 mice were excluded (Y11, C1, C23), and daily values below 5kcal or above 30kcal were also excluded. Data were analyzed
between W4 and W14.

Study 3:

The following mouse values were excluded from data analysis:

- For energy intake, data points were considered not reliable if the mice played with their food and were excluded. Daily values below 5 kcal or
above 30 kcal were also excluded. Data were analyzed between W4 and W11.

- C1 animal was excluded from the protocol on two criteria. First, it failed to gain body weight. Second, it was noticed during surgery that this
animal had darker and viscous blood compared to the other animals. Based on these criteria, it was concluded that this animal was not
representative of a “healthy” animal.

- The following mice were excluded from all clamp analysis due to death surgery-related before clamp or technical issues during HIE clamp
procedure: C1, C2, C3, C5, C6, C8, C11, C15, C18, C19, C28, C29, C30, H3, H8, H11, H12, H16, H20, H21, H23, H32, Y3, Y4, Y5, Y12, Y15, Y18,
Y20, Y24, Y27, Y28, Y32 and Y33.

- C21 mice: at the sampling time of 110 min, a stroke was induced in this animal (probably due to an air bubble injected in the carotid after
the blood sampling). Therefore, all data points following this event cannot be used. However, the earlier time points are still relevant, and
were kept in the analysis.

- The target euglycemia in the last 60 min of clamp was 7.0 ± 0.5 mmol/L. The mice C19, C28, H23 and Y12 were excluded because they didn't




